Tel: (307) 766-6131; Fax: (307) 766-2953 Supplemental Figure 1: BI1 modulates IRI-related renal damage. A-B. HK2 cells were transfected with
siRNA against BI1 (BI1-si) and Control siRNA (Ctrl-si) . Then, western blot was used to detect the expression of BI1. C. Primary tubule cells were isolated from BI1 TG and WT mice. The mimicked IRI (mIRI) model was employed through rotenone (10 mM) in glucose-free DMEM for 3-h followed by 3-h full culture medium incubation. Then, cell viability was determined using MTT assay. D-E. RNA was isolated from mIRI-treated cells and transcriptions of Ccl2 and IL-6 were used to evaluate tubule damage. Experiments were repeated for at least three times and data are shown as mean ± SEM (n = 6 mice or 3 independent cell isolations per group). *p<0.05.
Supplemental Figure 2:
Mitochondrial homeostasis is sustained in response to BI1 overexpression under kidney IRI. A-B. The transcription of mitochondrial DNA was determined via qPCR. C-D. ELISA was used to analyze the activity of mitochondrial respiratory complex I and II. E-F. In vitro, RNA was isolated from cells and levels of PGC1α and Sirt3 were measured via qPCR. G. Mitochondrial morphology was observed using electron microscope. Yellow arrows demonstrated elongated mitochondrial tubules and red arrows indicated swollen mitochondria with fractured cristae. H. Proteins were isolated from tubule cells after in vitro mIRI and level of mitochondrial apoptosis was determined using Western blotting. Experiments were repeated for at least three times and data are shown as mean ± SEM (n = 6 mice or 3 independent cell isolations per group. *p<0.05.
Supplemental Figure 3: BI1 induces PHB2 localization into mitochondria. A.
RNA was isolated from IRItreated kidneys and transcription of PHB2 was determined using qPCR. B-C. Western blotting for PHB2 in BI1 TG and WT mice under IRI. D. Myc-labelled PHB2 mutants lacking N domain (Myc-PHB2ΔN) or Cterminal domain (Myc-PHB2ΔC) were infected into HK2 cells. Then, cell viability was determined via MTT assay. E. Caspase-9 activity was measured to evaluate the influence of PHB2 mutants on mitochondrial function. F. In vitro, siRNA against BI1 (BI1-si) and control siRNA (Ctrl-si) were transfected into primary tubule cells and then the transcription of PHB2 was determined via qPCR. Experiments were repeated for at least three times and data are shown as mean ± SEM (n = 6 mice or 3 independent cell isolations per group). *p<0.05. Figure 4 : PHB2 is required for BI1-mediated mitochondrial protection. A. Prior to mIRI challenge, HK2 cells were transfected with HA-BI1 and its mutants (HA-BI1ΔC and HA-BI1ΔN).
Supplemental
Subsequently, mitochondrial DNA transcription was detected using qPCR. B-C. ELISA was used to analyze the activity of mitochondrial respiratory complex I and II. Experiments were repeated for at least three times and data are shown as mean ± SEM (n = 3 independent cell isolations per group). *p<0.05. Subsequently, mitochondrial DNA copy and transcription were detected using qPCR. C-D. ELISA was used to analyze the activity of mitochondrial respiratory complex I and II. Experiments were repeated for at least three times and data are shown as mean ± SEM (n = 3 independent cell isolations per group). *p<0.05. Figure 6 : PHB2 knockdown abolishes BI1-induced renoprotection. A. Primary tubule cells, isolated from WT and BI1 TG mice, were transfected with BI-si and Ctrl-si. Cell viability was determined using MTT assay. B. LDH release assay was used to measure cell death. C-D. RNA was isolated and transcriptions of Ccl2 and IL-6 were determined using qPCR. Experiments were repeated for at least three times and data are shown as mean ± SEM (n = 3 independent cell isolations per group). *p<0.05. 

Sirt3 5′-GGTGCCTAGTGAGAGTGAGTCCCC-3′ 5′-TCGGGGCTGAAGAGGGAGAAGTC-3′ GAPDH 5′-ACGGCAAATTCAACGGCACAGTCA-3′ 5′-TGGGGGCATCGGCAGAAGG-3′ Kim1 5′-ACATATCGTGGAATCACAACGAC-3′ 5′-ACTGCTCTTCTGATAGGTGACA-3′
ND-1 5′-ATGGTCAGTCTGTCATGGTGGAAC-3′ 5′-GCATAGCACAAGCAGCGACAAC-3′
COX-1 5′-GAAGAGACAGTGTTTCATGTGGTGT-3′ 5′-TCCTGGGCCTTTCAGGAATA-3′
Complex-IV 5′-CAGGATTCTTCTGAGCGTTCTATCA-3′ 5′-AATTCCTGTTGGAGGTCAGCA-3′
